ordered in the crystal. Refined model of Rap1BBM is shown in the density map. Contour is drawn at 1δ.
C. Superimposition of two Bqt4NTD-Rap1BBM complexes in one asymmetrical unit. These two complexes have minor conformational differences in some loops, particularly the loop (L23) between β2 and β3 of Bqt4. The N-terminal extensions of Rap1BBM also subtly vary.
D.
Superimposition of apo Bqt4NTD (PDB: 5YBX) and Bqt4NTD-Rap1BBM complex shows that Rap1-binding induces formation of β5 and β6 of Bqt4.
Supplementary Figure 3. Mutational analyses of Bqt4-Rap1 complex.
A. GST pull-down assays showed that mutations of interface residues of Rap1 disrupted the binding to Bqt42-140. Purified GST-fused Rap1479-527 and Rap1 mutants were used to pull down Bqt42-140. The input controls were shown in the left panel and GST pull-down samples were shown in the right panel.
B.
GST pull-down assays showed that mutations on Bqt4 disrupted the binding to Rap1479-527. Purified GST-fused Rap1479-527 was used to pull down Bqt42-140 or Bqt4 mutants.
C. GST Pull-down assays using GST-Bqt42-181 with various mutations and yeast cell lysates expressing the wild-type Rap1, Rap1 D499A/E500A or Rap1 fragments with Bqt4-binding ability were labeled with "+", and Lem2 fragments not binding Bqt4 were labeled with "-".
B, Mapping the interaction domains between Bqt4 and Lem2 by yeast two-hybrid assays.
Lem2250-317 was identified to be the minimum fragment binding to Bqt4.
C, Mapping the interaction domains between Bqt4 and Lem2 by GST pull-down assays.
GST-Bqt42-180 was used to pull down different fragments of Lem2 fused with SUMO tag.
The input controls were shown as 10% of total proteins used for pull down assays. GST pull-down samples were eluted by SDS-PAGE loading buffer. F. Mapping the interaction domains between Bqt4 and Sad1 by GST pull-down assays.
Different fragments of Sad1 were fused with GST and used to pull down Bqt42-140. Sad160-100 was the minimum fragment with Bqt4-binding activity. This fragment contained a sequence motif sharing striking similarity with Bqt4-binding-motifs from Rap1 and Sad1.
G. Protein levels of Sad1-Flag in the presence of Bqt4 mutations. Cdc2 was shown as a loading control. Bqt4 mutations have no effect on expression level and stability of Sad1 proteins in vivo.
Supplementary Figure 8. ITC analyses of Bqt4-Rap1 interactions.
A. ITC measurements of interactions between Bqt4NTD and Rap1479-527 with serine-toalanine mutations. The fitting curves of the titration data and the derived dissociation constant (Kd) value ± SD were shown. Serine residues on Rap1 per se have very little direct contacts with Bqt4NTD. The ITC curve for the wild type Bqt4NTD-Rap1479-527 was the same one used in Figure 2C and 2D as a control, and also used in the following panel B and C.
B. ITC measurements of interactions between Bqt4NTD and Rap1479-527 with serine-toglutamate mutations. These phosphorylation-mimic mutations on the C-terminus of Rap1BBM decreased Bqt4-Rap1 interaction, while phosphorylation-mimic mutations on the N-terminus of Rap1BBM increased Bqt4-Rap1 interaction. 
C. Effects of Bqt4 mutation on the

